Supplementary Material
thoroughly with PBST and then stained with the relevant secondary antibodies. Following staining, samples were flat-mounted on glass slides using Mowiol (Calbiochem) and images were obtained using a Zeiss 780 confocal microscope. The acquired images were processed using ImageJ and Adobe Photoshop CS5 (Adobe Systems).
Representative images are shown from that observed in three wildtype and three K14-VEGFC mice.
Single cell suspension preparation for Flow cytometry analysis
Single cell suspensions of LNs, spleen and thymus were prepared by manual disruption through 40 μm cell strainers. Erythrocytes in blood and spleen samples were lysed using Pharma Lyse TM (BD). Skin was digested in a collagenase IV solution (10 mg/ml Collagenase IV (Life Technologies), 20 μg/ml DNase (Life Technologies), 2.25 μM CaCl2 in PBS), at 37°C for 30 minutes and the tissue then filtered sequentially through 70 μm and 40 μm cell strainers.
Intracellular staining for Flow cytometry analysis
For intracellular IFN- staining, single cell suspensions from inguinal and mesenteric LNs were incubated with PMA (10 ng/ml, Sigma), ionomycin (500 ng/ml, Sigma) and BD GolgiPlug for 4 hours. Cells were then stained using the BD Cytofix/Cytoperm™ kit.
Generation of BMDCs
Bone marrow was flushed from the tibia and femur of wildtype mice and cultured at a density of 5-10x10 5 cells/mL in complete RPMI media containing 20 ng/mL GM-CSF (R&D) in non-tissue culture treated 100 mm diameter dishes for a total of six days. After three days culture, GM-CSF containing media was refreshed. On day six, the nonadherent cells were harvested and the CD11c+ cells purified using standard MACS cell sorting techniques (Miltenyi Biotech). CD11c+ purity was analysed by flow cytometry and was always greater than 95%.
RNA isolation
Total cellular RNA was isolated from mouse back skin using a TissueLyser and the PureLink™ RNA Mini Kit (Ambion) or extracted from in vitro treated DCs (24 hour treatment) and LECs (6 hour treatment) using a Nucleospin RNA kit (Macherey-Nagel). RNA was transcribed to cDNA using the High-Capacity cDNA Reverse Transcription Kit (Life Technologies).
In vivo Lymphatic Clearance Assay
Clearance from back skin was assessed by measuring the disappearance over time of a pegylated near-infrared dye (P20D800) as previously described 2 . In brief, 3 L of 3 μM P20D800 tracer were injected intradermally into the back skin and imaging was performed using an IVIS spectrum (Caliper Life Sciences) at 0, 1, 2, 3, 4 and 6 hours after injection (λex: 745 nm, λem: 800 nm, exposure time 4 s). Fluorescence intensities were measured as fluorescence counts, adjusted to baseline values and normalized to the values directly after injection. Data were then fit to a one-phase exponential decay model using GraphPad Prism to determine the half-life (Half Life = ln 2 / K , expressed in hours) as a measure of lymphatic clearance.
